On the structure of platelet-derived growth factor AA: C-terminal processing, epitopes, and characterization of cysteine residues.
The complete amino acid sequence analysis of the "short" form of rPDGF-AA expressed in baby hamster kidney cells revealed the absence of posttranslationally modified amino acid. Approximately 50% of the proteins were shortened by two to three amino acid residues at the C-terminus. Trypsin treatment of BHK rPDGF-AA lead to the identification of two internal epitopes that correspond to the two previously described domains in rPDGF-BB [Vogel, S., & Hoppe, J. (1989) Biochemistry 28, 2961-2966]. Cysteine residues at positions 37, 46, 47, and 93, respectively, were converted by site-directed mutagenesis into serine residues, and the monomeric proteins were prepared through expression in Escherichia coli. None of the mutant proteins was able to dimerize, but all of them exhibited to various extents a reversible conformational change which may reflect an intermediate prefolded monomer. An intramolecular disulfide bridge between Cys-10 and Cys-91/93 was identified in these monomers. From a mixture of the mutant proteins 37 and 46, an active dimer was reconstituted, suggesting an intermolecular cysteine bridge between these two residues.